Supplemental Experimental Procedures
Reagents. SK1-I was obtained from Enzo Life Sciences (BML-EI411) and dissolved in DMSO (note: aliquotting in glass vials at -20°C is suggested as SK1-I appears to degrade after prolonged storage in plastic tubes). D-erythrosphingosine (d18:1; Avanti Polar Lipids) was dissolved in chloroform:methanol (90:10) and stored at -20°C. For treatment, solvent was evaporated, and D-erythro-sphingosine was resuspended in DMSO. The following reagents were purchased from the indicated sources: PF-543 (EMD Millipore); N,N-dimethyl-Sphingosine (Tocris Bioscience); FTY720, FTY720-phosphate, fumonisin B1 and E64d (Cayman Chemical). All other chemicals were purchased from Sigma.
Cell culture. SV40 large T-antigen immortalized mouse embryonic fibroblasts (MEFs) were kindly provided by: Dr. Noboru Mizushima (Atg5+/+ and Atg5−/−, Tokyo Medical and Dental University, Tokyo, Japan) and Dr. Shengkan Jin (Atg3+/+ and Atg3−/−, Robert Wood Johnson Medical School, New Brunswick, NJ). HeLa S3 cells were obtained from ATCC. Cells were cultured in Dulbecco's modified Eagle's medium (DMEM) supplemented with 10% FBS, 100μgml -1 streptomycin, 100unitsml -1 penicillin, and 250ngml -1 amphotericin B. As glutamine undergoes spontaneous breakdown to ammonia and both regulate autophagy (Eng et al., 2010) , experiments were performed using L-glutamine-free DMEM supplemented with fresh 3 mM L-glutamine immediately prior to experiments. All treatments were performed at 50-60% cell confluency.
Plasmids. The following cDNAs were subcloned into the lentiviral transfer vector backbone pCDH1-MCS1-EF1-puro (System Biosciences) using the indicated 5' and 3' restriction sites: Lamp1-RFP (Addgene 1817; 5'-EcoRI, 3'-HpaI/SwaI), DsRed2-Mito (Clontech 632421; 5'-NheI, 3'-NotI), DsRed2-ER (Clontech 632409; 5'-NheI, 3'-BglII/BamHI) and Atg5(K130R)-HA (Addgene 22957; 5'-NheI, 3'-NotI).
Murine Sphk1a and catalytic mutant Sphk1a G82D cDNAs were a generous gift from Dr. Sarah Spiegel (Virginia Commonwealth University, Richmond, VA). Sphk1a or Sphk1a(G82D) cDNA was amplified by PCR (forward primer: 5'-AATACGTCGACGTGAACCAGAATGCCCTC-3', and reverse primer: 5'-CCGCCGATATCTTATGGTTCTTCTGGAGGTG-3') and subcloned into a pLJM1-EGFP vector using 5'-SalI and 3'-EcoRV restriction sites. Plasmids were expressed by nucleofection (Lonza) or lentiviral transduction.
